Liquid-chromatography-mass spectrometry of thylakoid membrane proteins.
The present chapter describes methods for the separation and identification of photosynthetic proteins of thylakoid membranes present in chloroplasts by using different detergents, high-performance liquid chromatography and mass spectrometry. Thylakoid membranes represent a good model for setting up analytical methods suitable for membrane protein characterization.The first step in the procedure is the preparation of purified membrane fractions from plant tissues, followed by the fractionation of membrane proteins by differential solubilization using different detergents. Thus, several protein complexes can be isolated, collected, separated by ion-pair reversed-phase chromatography and detected online by UV-absorption and/or mass spectrometry. Finally, identification of the eluting proteins is accomplished by comparing the molecular mass determined in silico with the molecular mass measured by mass spectrometry.